Supplementary Materials fig. S1. Optimization of the parameters and conditions for high-efficiency 661W cell loading. (A)
The cell-loading efficiency was tested at different cell concentrations and microwell diameters. The highest efficiency is approximately 95%, which occurred around cell concentration of 2×10 6 /mL and a 20-µm microwell diameter. (B) The synapse-connection efficiency was tested at different cell distances (channel lengths). The optimal cell distance was 20 µm, which showed low cell-body, and high synapse connection efficiency (n = 50).
fig. S2
. A schematic shows the microwell BME-coating process on the NN-Chip. First, PDMS was treated with plasma to create a hydrophilic surface. Second, BME was applied to the entire NN-chip surface, and then rapidly heat the surface at 95°C by a hot plate to denature the coated BME in contacted area. The denatured BME was then removed by tapes. After treatment, the cultured cells should be unable to migrate outside of the wells. See Materials and Methods for more details. 
